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ABSTRACT

P

Myeloid cell leukemia 1 (Mcl-1) has emerged as one of the top ten most widely expressed
pathologic factors in human cancer and neutralizing this antiapoptotic protein has become
a clear priority for apoptosis research. Short peptides that mimic helical BH3 domains are
ideal ligands for selective targeting of Mcl-1 and modulation of its biological functions.
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However, in vivo efficacy of short peptides is compromised by their loss of secondary
structure, susceptibility to proteolytic degradation, and difficulty in penetrating intact cell
membranes.[1,2] Preliminary studies indicate that a strategy of stabilizing Mcl-1- targeting
peptides by crosslinking them with covalent hydrocarbon “staples” can confer significantly
improved affinity for anti-apoptotic receptors. However, cross-linking does not uniformly
improve peptide helicity and binding, and iterative optimization involving extensive
mutagenesis is typically required to achieve potent and selective stapled peptide inhibitors.
The virtually unlimited structural variations within this design scheme present a challenge
with respect to identifying the best-binding modified peptide(s).
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To address this problem, we applied synthetic libraries, which enable the synthesis

and screening of chemically modified repertoires of peptidic scaffolds containing
non-native modules that can be assayed using high-throughput screening for binding. By
applying this method, improved molecules with low-nanomolar binding affinity for Mcl-1
and high selectivity over other Bcl-2 paralogs were identified. Interestingly, peptides
discovered in our screen contained surprising substitutions

at sites that are conserved in natural binding partners.[3]
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We have further optimized the stapled peptides for delivery into living cells, yielding
unique cross- linked peptides that bind tightly and specifically to Mcl-1 with high protease
resistance and good cell permeability.j4] Functional characterization of stapled Bim-based

B3R5

Kz}

S S S S S S % S % % S % S % % S % % S S % % % S % % % S % % S A% 2%

ﬁwﬁwﬁwﬁwﬁvﬁvﬁv@ﬁﬁﬁﬁ%%%
e e B e B B e e e b B b b e e e b B e e e b b B e e e b B e e e

2
3
)
N
x|
B
x|
B
x|
Ex
x|
b
x|
)
g@
g@
g@
g@
g@
B
2
b
2
Ex
x|
b
x|
=
x|
B
3
b
3
b
|
Ex
|
=
3
Ex
|
Ex
|
=
|
=
3
=
3
=
|
=
|
Ex
3
Ex
by
EX
!
B
by
bX
%
b
P>
bX
%
b
2
Ex
2
3
)
N



etz aiatatatataialatatat oottt oot a et oAt oAttt B et Bttt Bt AR DOt OOt At R0

ﬁ o
) 3
R =
9 o ©° LU
8 2 E o
o2 o = mwmm
E RS %
D1 )
€ 5% : o
€ SE S5 g o
ot == o2 mo R o
e &% .Y <« g e
Mwﬂw .m.b.—/ . > v < ﬁwﬁ"
2 Qo - ©O N = T~ e
)< o - e s
% o35 =3dm £ N %
¥ 5T STO- EE0E 4
9 4o o0 ©C E O g = o
v < Kod o g & S 1
¥ S g—%0 g8 > i
e =2 aws0n TG - o
s 5O O =0 oS ..A ']
8 o S © M 0 O o (G o
% © B;.A . — nrum (3
mwmw o = X B b =~ Oo.= m.mmv
20 w835 = -5 EX
e =39 O 2 E £0 5 o
O 290 E S0P F 28 EZ oz
e 2 oon = SO FO 8 .2
¥ < o= cES Log 88 o
o9 O 5 8 — 0 QM| - 25 o
¥ 5L o =o0<g % E> &
LS r= s L) IR = € o L
e > = Q =L E e SO S35 2
% S =T g558 2 o8 o
9 > o § c =0 ¢ i gl P
£ S = o 2w S® 5 5
D ) 23] B0 . =] 2
i - .mnA — Q O &
% S T2 —£8 g g< p O
9 9 . SEEVES = = S o<
o2 hMC =} N~ M © &2
& Y- = S E 2z & e
e o S L g T = i
8 = =2 = — ; CAN3) LS
L5 o8P < S .5 .= —_ = e L
8 — T o - = S < <= 0 o
€ » o > "ob b oo - 3
o2 o S = X5 F @ S el e
O S 352 SWFF o M L
9 o = S - << << ]
£ o S hE s S u it
% T o 0E .8 LY L L
227 22035838¢ o
ot Q28 oodgHEeKTXE o
ks Q8 = S LS 5 b o s
% nHe xEINIEE %
B o
& &
L o
L 9;

PESE TSI S T T S R L A



